Phosphatase activity is required for starvation induced autophagy. (a, b) ULK1 S637 and S757 phospho antibodies are specific. In (a), the antibodies cannot recognize ULK1 when the respective sites of ULK1 (S637, S757) are mutated to alanine. In (b), the antibodies recognized ectopic ULK1 (K46I mutant) expressed in ULK1/2DKO MEFs, and the signal was reduced upon starvation, correspondent with dephosphorylation of ULK1. (c) Starvation increases phosphatase activity in MEF cells. In vitro phosphatase assay was carried out using Flag-S-ULK1 as a substrate and increasing amounts of total cell lysate from MEFs that were kept in full media or starvation media. Reactions were incubated at 30 o C for 30 min. (d) Starvation increases phosphatase activity in HT1080 cells. In vitro phosphatase assay was carried out using 10 μg of total cell lysate from HT1080 cells that were kept in full media or starvation media. Reactions were terminated at the indicated time.
Supplementary Figure 2
Okadaic acid (OA) inhibits the dephosphorylation of ULK1 at S637 in a dose dependent manner. MEF cells were incubated in starvation media with increasing amounts of OA for 1 hr. Phosphorylation on ULK1 and S6K were monitored using site specific phospho-antibodies. AKT, previously reported as OA sensitive, was included as a positive control for OA treatment. 
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